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The present procedure for the enumeration of food-borne Staphylococcus aureus by direct plating requires 3 to 4 days for completion (2, 8) . The Baird-Parker egg yolk-tellurite-pyruvate agar (BP) medium is the medium of choice for presumptive enumeration (2, 12, 14, 15, 17) . It was originally designed to recover S. aureus in 24 h (3); however, subsequent investigation revealed that a longer incubation period (36 to 48 h) was needed to detect late egg yolk clearers (4) . Experience was required in judging which colonies to count, and the need to subculture suspect colonies for definitive identification is cumbersome and time-consuming.
The present study reports a convenient procedure for the enumeration and identification of food-borne S. aureus in 29 h. (16) . 17 The microslide method of Lachica et al. (10) was used for the detection of thermonuclease activity. Wells (2 mm in diameter) cut into the toluidine bluedeoxyribonucleic acid agar were filled with brain heart infusion broth cultures previously heated to boiling for 15 min. A positive reaction was indicated by a bright pink zone around the wells within 4 h at 37°C.
MATERLALS AND METHODS
A modification of the thermonuclease test (STN test) was developed to permit the direct identification of S. aureus on the recovery medium in 5 h (9). It involved placing the agar plates with grown colonies in a 60°C incubator for 2 h to inactivate heat-labile nucleases. Subsequently, the plates were overlaid with 10 ml of molten toluidene blue-deoxyribonucleic acid agar and incubated for 3 h at 37°C. Colonies showing a bright pink halo were S. aureus.
Enumeration procedures. Food samples were homogenized in the usual manner (2, 8) , decimal dilutions were made with 0.1% peptone (Difco), and 0.1-ml volumes were surface inoculated onto duplicate plates of BP medium. After incubation for 48 h at 37°C, suspect colonies were scored and counted. For definitive identification, at least one of the black, egg yolkpositive colonies and, if present, at least one of the black, egg yolk-negative colonies, were transferred to brain heart infusion broth. After incubation for 18 h at 37°C, the broth was tested for coagulase and thermonuclease activities.
The accelerated procedure differed from the traditional procedure in two respects: (i) shortened incubation of BP medium to 24 h and (ii) definitive identification of S. aureus in 5 h by the STN test. To verify the reliability of the STN test, at least one suspect colony from each food sample was subcultured before the heat treatment and examined for coagulase and thermonuclease production. No attempts were made to recover viable cells after the heat treatment of the BP plates.
RESULTS AND DISCUSSION
The efficacy of the accelerated procedure was initially investigated by using food samples experimentally inoculated with heat-stressed cells. Overnight brain heart infusion broth cultures of S. aureus preheated for 60 min in a 50°C water bath were inoculated to food samples at a rate of about 104 colony-forming units (CFU) per g. Results of this study demonstrate the feasibility of accelerating the enumeration of foodborne S. aureus from 3 or 4 days to 29 h. An incubation period of 24 h was sufficient for stressed cells to recover, develop colonies, and produce thermonucleases on BP medium. And within an additional 5 h, colonies of S. aureus were detected directly on the recovery medium by means of the STN test. This is a considerable improvement over the traditional procedure, not only in terms of reduction of the time factor but also in the ease of manipulation. Little experience was required for satisfactory performance.
Although egg yolk has no diagnostic significance in the accelerated procedure, it was retained because the efficiency of recovery of BP medium was reduced in the absence of egg yolk (unpublished data). In addition to pyruvate (5, 12) , egg yolk also contributes to the efficiency of the BP medium in recovering stressed cells of S. aureus (17) . Lecithin appears to be the component responsible for the stimulatory effect of egg yolk (1) .
The present results are consistent with reports of others (6, 7) in substantiating the reliability of the STN test (9) . Although the existence of thermonuclease-negative strains of S. aureus has been described (6, 11, 16) , their occurence is rare.
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